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tissues of target cucalypt and pine species. Explants from successful transfonnants were assessed for incorporation of the gene constructs 
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A PLANT AND METHOn n y MODTFTrATTOM 
CROSS REFERENCE TO RELATED APPLICATIONS 

This application is a continuation-in-part of Application 
Ser. No. 08/717971, a continuation of Ser. No. 08/384208 
(ABANIX)NED) filed 3 February, 1995, which was a continuation-in- 
part of Application Ser. No. 08/210730 (ABANDONED) filed 18 March, 
1994, which was a continuation-in-part of Application Ser. 
No. 08/039419 (ABANDONED) filed 15 April, 1993, being the United 
States National Phase of PCT/AU9 1/0044 5 filed 26 September, 1991. 

FIELD OF THK INVENTTON 

This invention relates to new plants and methods of 
modification thereof. 

This invention has particular but not exclusive application 
to forestry and increasing the productive capacity of trees, and 
for illustrative purposes reference will be made to such 
application. However, It is to be understood that this invention 
could be used In other applications, such as the modification of 
other plants such as certain leafy food crops to increase the 
production of useful parts thereof. 

BACKHRntTNn HP THE TNVPMTTnM 

It is well recognized that the useful structures of domestic 
and commercial plants are in competition in the plant with other 
non-essential structures for growth resources such as water, 
nutrients and photosynthesis products. For example, the 
development of reproductive structures on forest trees represents 
a significant burden on the resources of the trees, the 
reproductive effort occurring at the expense of vegetative 
growth. The extent of the effect of reproductive burden on 
vegetative growth may be estimated by measuring the proportion 
of photo-assimilate which is directed to flowers and fruits, or 
strobill and cone growth for gymnosperms. In conifers. 
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reproductive effort is variously estimated to be up to 16% of 
annual photosynthate • The formation of reproductive structures 
imposes a burden on the tree beyond that of carbon allocation. 
First, these structures have very large requirements for 
5 important nutrients at the expense of vegetative tissues so that, 
at least under conditions of nutrient deficiency, prevention of 
reproductive structure formations as proposed can lead to a 
greater increment in vegetative growth than the corresponding 
mass of reproductive structure otherwise formed. 

10 Nutrient losses from pollen dispersal are not inconsiderable 

in most forest plantations, with an estimated annual production 
of 370 kg/ha of nutrient-rich pollen by Pinug y^^ jia t a 
plantations. Tree crop productivity of p. radiat-a is as yet only 
about 50% of that theoretically obtainable on the basis of 

15 incident solar radiation. Therefore, in many environments, there 
are good prospects for significant increase in harvest yield from 
trees which have been inhibited from producing reproductive 
structures . 

It is noted that there is a deleterious effect in at least 

20 radi a-t^a on the value of timber caused by persistemt stem 

cones, and research has been advocated for methods for chemically 
inducing cone abscission in species such as P- radiat^a. However, 
it is clear that means involving chemical treatment of forest 
trees will involve considerable expense in manufacture and 
25 application, this cost being exacerbated in certain circumstances 
where environmental factors both preclude indiscriminate 
broadcast of such chemicals and insist on strict control of run 
off. 

Seeds from mature trees will produce an undergrowth of 
30 saplings which must be removed periodically to prevent 
competition with the tree crop for soil resources and to minimize 
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the risk of damaging fire* This sapling removal is labour 
intensive, time consuming and accordingly expensive, adding 
considerably to the production cost of farmed forest timber. 
Trees and other plants may form reproductive structures at their 
. 5 apical meristem, leading to unwanted termination of vegetative 
growth at this apice* Such terminal flowering may effect the 
form of trees ^ with heavier branchix>g which reduce the quantity 
and value of harvestable timber if the trees did not continue to 
grow vegetatively. 

10 US Patent No. 5122466 discloses the transformation of 

Loblolly pine by bombardment with microprojectiles carrying an 
expression cassette to yield transf ormants • The disclosure 
provides a method establishing that a plasmid bearing a 
functional gene construct can successfully transform plant cells. 

15 However, the disclosure does not provide for inducing sterility 
in plants. 

Koltunow et al. (The Plant Cell, Vol2, 1201-1224) discloses 
methods of inducing male sterility in plants by expression of a 
lethal gene (Bamase) in plant stamen cells (tapetal). A 
20 chimeric gene comprising the Bamase gene inserted into and under 
the expression control of the TA29 gene of tobacco, a gene 
established to be specifically expressed in tapetal tissue. The 
disclosure relates to the induction of sterility only, but does 
not overcome the problem of plants developing reproductive 
25 structures at the expense of vegetative growth. 

The present invention aims to alleviate the above 
disadvantages and to provide plants of enhanced productive 
capacity and methods for the production thereof which will be 
reliable and efficient in use. Other objects and advantages of 
.30 this invention will hereinafter become apparent. 
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RTTMMARV OF THE TNVENTTQN 

With the foregoing and other objects in view^ this invention 
in one aspect resides broadly in a method of enhancing vegetative 
growth in a plant including the steps of:- 
5 identifying a gene having a sxibstantially tissue- 

specific promoter expressing during the development of both male 
and female plant reproductive structures; 

constructing an expression cassette comprising a 
heterologous coding region capable of expressing a product which 
3 0 aborts said development under the expression control of said 
promoter; 

transforming plant cells with said expression cassette, and 
selecting and vegetatively propagating the transformants. 
Preferably, the non essential structure is selected from the 

15 reproductive structures of plants which are economically capable 
of artificial vegetative propagation. Preferably, the plant 
selected is a tree for timber, pulp or fibre production wherein 
poor or absent expression of reproductive structures may result 
in increase in vegetative growth of the valuable material • 

20 A large number of genes are differentially expressed between 

sexual and vegetative buds. Accordingly, it is preferred that 
the gene be selected from those specific to sexual budding, 
specific to the production of other sexual structures, or 
specifically coding for a product essential in a developmental 

25 pathway for a reproductive structure* The gene is preferably 
selected for its early expression, specifically in the developing 
reproductive tissues « 

For example, five cone-specific genes displaying strong 
homology to Arabldopsis thallana and Anthlrrhlnim majus floral 

30 meristem and organ identity genes have been identified in 
P.radiata cDNA library prepared from immature female and male 
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cones. Three of them, PrMADSl, 2 and 3, belong to the family of 
MADS-box genes showing homology to Arabldopsls ACL- 2, AGL-4 and 
AGL6 genes and dall gene from another non-angiosperm^ Picea 
a2>ies (Norway spruce), respectively* The PrFLl gene is the pine 
ortholog of Arahldopsls Leafy (Lfy ) and Florlcaula (Flo ) gene 
from Anthirrhlniao. The PrConl shows strong homology to 
Ara2>ldopsls COKSTANS (CO) gene. A significantly lower level of 
expression was detected in vegetative tissues: vegetative buds, 
needles, stem and roots. In situ hybridisation showed that 
expression of these genes is substantially detectable only in 
reproductive tissue cells. 

Expression analysis has revealed that all five genes show 
different patterns of expression in different stages of 
development of male and female cones. PrMADSl, 2 and 3 genes are 
cone-specific in that expression of both genes was substantially 
restricted to reproductive organ prlmordium tissues. No 
detectable expression of these genes was observed in vegetative 
tissues such as vegetative buds, needles, stems, roots. For 
PrFLl and PrConl low detectable expression was observed in 
vegetative buds. 

In reproductive organs low level of expression of both genes 
was detected at early stages of cone development (5 mg cones) 
which was increased during a cones development ( 50 rog cones ) . 
In male cones expression of both genes was restricted to 
microsporangium containing primary sporogenous cells* In female 
cones expression of both genes was restricted to premature 
ovules . 

In a further example, MADS-box genes of Eucalyptus spp. have 
been identified as having the reproductive organ specificity 
required of the present invention and identified hereinafter as 
genes EGMl, 2 and 3 respectively, gene EGM3 being highly specific 
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for reproductive primordla. 

Preferably, the gene is identified in cDNA libraries 
prepared from mRNA isolated from reproductive tissues and 
selected by differential screening against mRNA of vegetative 
5 structures. Since the biochemical pathways for vegetative buds 
and developing reproductive structures may include common 
expression products and consequently similar mRKAs, it is 
preferred to differentially screen cDNA libraries against 
vegetative bud mRNA, with or without preceding enrichment of the 

10 cDNA for genes specifically expressed in reproductive tissues. 
The selected gene may be any which when its expression is blocked 
or otherwise made ineffectual, results in the failure to produce 
a non essential plant structure. 

Alternatively^ the cDNAs may be utilized as probes to select 

15 corresponding genomic clones from genomic libraries. The genomic 
clones may be used to Isolate and identify gene promoters that 
specifically express genes unique to reproductive structures. 
Such promoters can then be combined with lethal genes which when 
expressed will Inhibit or terminate growth of the cells within 

20 which the lethal gene is expressed. The promoter^gene fusions 
when stably Incorporated into a plant, by any suitable known 
means, will result in failure to develop reproductive tissues 
in whole or in part. 

Candidate cDNA clones may be raised and are preferably 

25 selected for the presence of genes expressed in both male and 
female buds. The selection may be directed to those genes which 
are naturally produced or those which are induced by plant growth 
regulators which promote flowering, such as various gibberelllns. 
Preferably, the specific expression in. floral tissues is 

30 confirmed using an in sit^u rna hybridization procedure with a 
wide range of different plant tissues. 
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The preferred cDNA clones are those further selected for the 
characteristics of early appearance and highly specific 
expression. 

The modification of the identified gene may be by fusing the 

. 5 ^is8ue*^8pecl£ic promoter of said gene with a structural gene for 
a deleterious or lethal product such that regenerated plants 
transformed with said gene-fusion will not form said non- 
essential structure. Alternatively, a critical ftinction of said 
gene may be disrupted or modified by expression of the modified 

10 gene in transformed plants* 

The modified gene is preferably introduced into a plant 
normally containing the identified gene such that a critical 
function of the identified gene is disrupted or modified. 
However, it is also envisaged that introduction of the modified 

15 gene into plants not containing the specifically identified gene 
may result in useful reduction or elimination of a non-essential 
plant structure, particularly where the gene selected has 
analogues represented across several species, or in closely 
related species where the corresponding gene is essentially 

20 homologous with the gene in question. 

Modification of the gene may be achieved by any suitable 
means, with the expression strategy desired being the primary 
arbiter of the modification process utilized. For example, it 
may be dlntended to constitutively express an antisense or perhaps 

25 ribozyme version of a gene which is critical to development of 
reproductive structures, so that the normal gene action is 
disrupted and vegetative development occurs instead. The method 
may be to splice a promoter specific to a reproductive structtire 
with a lethal gene which codes for an expression product which 
.30 will cause abortion of the tissue in which it is produced, for 
example, buds that differentiate as reproductive structures. 
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Genes expr ssing antisense RNA against the mRNA coded by 
each of the selected target genes may be constructed. These and 
shorter RNA sequences that bind to the initiation regions of the 
target mRNA may be used for Inhibition of translation. Of 
course, other critical regions apart from the translation 
initiation site may be targeted for binding of antisense RNA. 

One option is to use an antisense or rlbozyme version of a 
critical house-keeping gene, such as the actln gene or a gene 
coding for an enzyme of aromatic amino acid biosynthesis, for 
example enolpyruvyl shikimate phosphate synthase. Alternatively, 
a deleterious enzyme such as a protease, ribonuclease, or 
deoxyrlbonuclease may be encoded for biosynthesis under control 
of a sexual promoter or any promoter specifically expressed in 
a non essential structure. 

One difficulty with the tissue ablation approach is the 
effect of promoter leakage or expression in other tissues. 
Accordingly, where the promoter controlling the heterologous 
coding region in expression is merely substantially tissue 
specific, any residual leakage is preferably overcome by 
modification of the expression cassette to Include appropriate 
leakage control. For example, to overcome leakage a second copy 
of the substantially tissue specific promoter, or a second tissue 
specific promoter, may be used to promote a gene producing a 
control product capable of switching on production of an 
inhibitor to the lethal gene product in non target tissues. One 
example of this approach is to construct an expression cassette 
including a control system (gene cascade) whereby expression of 
a lethal gene(s) is countered in non- target tissues, such as 
cassettes carrying both Bamase and Berstar where Barstar is 
under the constitutive control of a promoter responsive to 
repressor lacXq, Itself promoted by a second copy of the selected 
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"tissue specific promoter. 

In the case of Eucalyptus transformation and regeneration, 
there are particular features of the species which have required 
the development of specific transformation protocols. 
. 5 Accordingly, in a further aspect this invention relates to a 
novel method for Agroi)dcterl um-mediated transformation of 
Eucalyptus shoot and seedling explant tissue and regeneration of 
plants. Eucalyptus species are known for their fast growth and 
high biomass productivity. They are grown in commercial forestry 

10 plantations around the world. Reforestation, the controlled 
regeneration of forests, has become an integral part of forest 
management in order to secure a renewable and sustainable source 
of raw material for production of paper and other wood-related 
products. Forest trees can be regenerated by either sexual or 

15 asexual propagation. Sexual reproduction of seedlings for 
reforestation has traditionally been the most important means of 
propagation. Regeneration by seed usually results in highly 
variable progeny. On the other hand, vegetatively propagated 
clonal planting stock have a number of potential benefits 

20 including uniformity in quality and growth. 

Eucalypts are primarily native trees to Australia with a 
small number of exceptions in the Asian region. However, they are 
now widely grown around the world. Several species of Eucalyptus 
are fast growing trees of importance for timber and paper pulp 

25 industries. Genetic improvement of eucalypts, as of other trees, 
is difficult with traditional breeding because of the constraint 
imposed by long developmental cycles. 

During the last two decades, substantial progress has been 
made in genetic engineering of plants. However, progress in the 
. 30 application of biotechnology to trees has been slow and there 
have been only a few reports concerning Eucalyptus (Teulieres et 
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al., 1994). Ass ssment of these r ports is difficult as the 
technical details of these reports are generally not available. 
However, these studies have concentrated on the good regeneration 
.properties of E. camaldul ensls seedling explant tissue. The main 
5 difficulties for Eucalyptus transformation appeared to be in 
establishment of suitable regeneration systems as %iell as the low 
transformation frequencies. Biolistic bombardment has been tested 
as an altezmative to Agrobacterltmi-mediated transformation, 
although transient expression was observed ( Kocharge et di . , 

10 1995), transformed Eucalyptus plants were not regenerated. 
Extensive work has been performed on transformation through 
electroporation of protoplasts (Teulieres et al., 1994)* However, 
there has been only one report concerning successful 
transformation of Eucalyptus protoplasts (Kawasu et al, 1991). 

15 There are no reports on the transformation and regeneration of 
Eucalyptus shoot material. Shoot explants are generally used for 
the micropropagation of elite clones. 

There is an urgent need to increase the quantity and quality- 
of fast growing timbers in the future and the micropropagation 

20 of elite transgenic Eucalyptus can play a significant role. 

It is therefore, desirable to provide a method for the 
introduction of genes into Eucalyptus species for mass production 
of clones of genetically modified and improved trees. It is 
further desirable to provide a multistage regeneration protocol 

25 which can be utilised effectively on Eucalyptus species to 
produce large quantities of plants for field planting. It is 
further desirable to provide a progression of steps which, in 
combination, provide a method for transformation and regeneration 
of diverse genotypes and species of Eucalyptus and Eucalyptus 

30 interspecies hybrids. In addition, it is desirable to combine 
gains from conventional genetic testing and breeding with 
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mol cular genetic improvement to produce a high value-added 
Eucalyptus plant* 

These objects and others are addressed by the present 
invention, %irhich is designed to produce elite Eucalyptizs plants. 
These objectives are achieved by a multi-step method for the 
regeneration of Eucalyptus plants. Although other transformation 
and regeneration protocols have been published, none of these 
methods have proven totally effective with the Eucalyptus species 
in that none enabled the practitioner to reliably proceed from 
the beginning step of shoot explant transformation to completion 
of the regeneration process resulting in establishment of plants 
in field conditions. The present protocols provide such a multi- 
step method for Eucalyptus plants. It incorporates two key steps. 
The first is keeping the shTOt explant intact and upright during 
the co-cultivation step with Agrobacterium so that the leaves do 
not touch the tissue culture medium. The second key step is the 
incorporation of a liquid culture selection stage. This liquid 
culture selection step is only effective once regenerated shoots 
have been produced on solid medium. Shoot material grew faster 
in liquid medium and formed more shoots when compared to shoots 
grown on solid mediiim* This liquid selection step has the 
advantages of reducing false positives by increasing selection 
pressure, reducing residual Agrrobacterlum and increasing the 
amount of shoot tissue' compared to solid grown cultures* 

Typically, the process may proceed according to the 
following steps: 

1. The Agrohacterlum-mediated transformation of Eucalyptus 
explant material with DNA. The source of the explant material may 
be from seedlings or micropropagated clonal plant tissue. 

2. The Agrobacterium and explant are co-cultivated. In 
the case of shoot explants, the shoots are kept upright in the 
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solidified medium so that the leaves are not in physical 
contact with the medium. 

3. The explants are then transferred to medium containing 
an antibiotic which kills the Agro2>acterium* This selection is 

5 maintained for the remainder of the plant regeneration 
procedure. 

4. The explants are then transferred to callus induction 
medium containing a selective agent which only allows the 
growth of tissue containing the introduced DKA. This selection 

30 is also maintained for the remainder of the plant regeneration 
procedure . 

5. The explants are then transferred to shoot induction 
medium. 

6. The regenerated shoots are then put into in liquid 
15 culture. 

7. Surviving shoots and callus are transferred to solid 
medium. 

8. Putative transformed shoots are assayed for presence 
of the introduced DNA. 

20 9* Transgenic shoot material is then transferred to root 

induction medium. 

10. After root elongation and development, the plantlets 
are transferred to soil or other growing medium in a container 
where root development and acclimatisation (gradually lowering 
25 relative humidity) continue. 

12. Clones can be micropropagated by tissue culture 
propagation techniques and grown into trees of a size and form 
suitable for planting* 

There are several advantages inherent with the use of 
30 this novel method. For example, the method is well suited for 
large*8c le production of clones of g netically modified and 
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improved Eucalyptus. Th present processes also provides a 
reliable nultl-step regeneration method for the recalcitrant 
Eucalyptus species, it Is the combined application of the 
progression of steps In this novel multi-step method that has 
enabled the first successful field planting of many different 
genotypes of Eucalyptus. 

Apart from the use of Infective agents such as 
Agroiacterlum for transformation of pines and eucalypts. It 
has now been determined that new protocols for transformation 
by blollstlc bombardment are useful for pines. Transformation 
of conifers generally requires embryogenlc cultures as target 
cells. The advantage of using such cultures Is that they 
Offer a uniform and fast growing population of cells which can 
develop into embryoids from single cells. 

It has now been determined that transformation of pine 
and particularly Pinus radiata can be achieved using mature 
embryos and shoot forming callus as targets. 

Using the observation that the shoot merlstem of pine is 
different from Its counterpart of dicots and monocots in that 
it does not have a multiple layer structure and is comprised 
Of a single type of merlstematlc cell capable of dividing in 
any direction so as to form a merlstematlc mass, it has been 
established that blollstlc bombardment Is a realistic 
alternative transformation strategy for such species. Shoot 
forming callus of pine has a similar structure to shoot 
merlstem and is amenable to this manner of transformation 



also* 



m the light Of the foregoing, there has been established 
a tissue culture system which regenerates shoots from mature 
embryos of radiata pine at a consistently high frequency. 
Shoot forming callus may be induced from shoot tips and bases 
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Of young needles. 

The Invention will be further described with reference to 
the following Examples and Figures supporting. Illustrating 
embodiments of the present invention, and wherein: 
5 FIG 1 Is expression of the PrMADSi, PrMADS2, PrMADS3, 

PrFLl and PrCONl genes in reproductive and vegetative tissues 
of P.radlata; 

FIG 2 is expression of PrMADSl gene in female cones; 
FIG 3 Is expression of PrMADS2 gene in female cones; 
1^ FIG 4 Is expression of PrMADS2 gene in male cones; 

FIG 5 is expression of PrMADSS gene in male and female 
cones; 

FIG 6 is gel mobility shift assay of PrMADSl, PrMADS2 and 
PrMADSS; 

15 FIG 7 is a promoter finder strategy; 

FIG 8 Is the nucleotide sequence of PrMADSl cDNA clone; 

FIG 9 is the amino acid sequence of PrMADSl protein; 

FIG 10 is the nucleotide sequence of PrMADS2 cDKA clone; 

FIG 11 is the amino acid sequence of PrMADS2 protein; 
20 FIG 12 Is the nucleotide sequence of PrMADS2 promoter; 

FIG 13 is the nucleotide sequence of PrMADS3 CDNA clone; 

FIG 14 is the amino acid sequence of PrMADS3 protein; 

FIG 15 is the nucleotide sequence of PrMADS3 promoter; 

FIG 16 Is the nucleotide sequence of PrFLl cDNA clone; 
25 FIG 17 is the amino acid sequence of PrFLl protein; 

FIG 18 Is the nucleotide sequence of PrFLl promoter; 

FIG 19 Is the nucleotide sequence of PrConl gene 
( partial ) ; 

FIG 20 Is a diagrammatic Illustration of a control 
30 mechanism to protect non target tissues; 

FIG 21 Is the plasmld pBH Barnase prom Barstar 1 
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containing Vl-promoters; 

FIG 21A is a diagrammatic illustration of plasmid 7 prom 
Barstar comprising a promoter and barstar fragment cloned into 
pGem3 z f ( Promega ) ; 
5 FIG 22 is a diagrammatic illustration of plasmid 

containing V2-promoters; 

FIG 24 is a Northern blot of total RNA extracted from 
Eucalypt tissue probed with the EGM2 cDNA (3 day exposure); 

FIG 25 is a graphical representation of Northern blot of 
10 total RNA extracted from Eucalypt tissue probed with the EGM2 
and EGM3 cDNA respectively (6 hour exposure); 

FIG 26 is a Northern blot of total RNA extracted from 
Eucalypt tissue probed with the EGM3 cDNA (6 hour exposure); 

FIG 28 is the nucleotide sequence of the EGMl promoter; 
15 FIG 28A is a diagrammatic illustration of the EGMl 

promoter; 

FIG 29 is the nucleotide sequence of the EGM3 promoter; 
FIG 29A is a diagrammatic representation of the EGM3 
promoter; 

20 FIG 29B is the nucleotide sequence of the EGM3 promoter; 

FIG 30 is the nucleotide sequence of the EGM2 promoter; 
FIG 30A is a diagrammatic representation of the EGM2 
promoter; 

FIG 31 is a diagrammatic representation of agarose 
25 separation of a Pstl digest of an EGM3 double bin. Given that 
the EcoRI cloning site is at base 6772 in EGM3 bin, the 
predicted fragment sizes from the map for this digestion are 
4,9, 4.8, 4.4, 3.3, 1.9, 1.1, and 0.6 kb; 

FIG 32 is a diagrammatic representation of two gel 
30 exposures of a Pstl digest of an EGM3 bin showing the other 
possible orientations of the cloned insert. The sizes of 
fragments expected from this digest are 7,4, 4.9, 4.4, 1.1, 
0.7, and 0.6 kb; 

FIG 33 is a plasmid diagram of EGM3 double bin wherein the 
35 illustrated fragment is cloned in both orientations; 

FIG 34 is a plasmid diagram of EGM3 VI sense; 

FIG 35 is a plasmid diagram of plasmid VI (Barnase- 
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Barstar ) ; 

FIG 36 is a plasmid diagram of pBR Barnase; 

FIG 37 is a plasmid diagram of plasmid V2 ( LacIgNLS-35S 
promoterOp-Barstar ) ; 
5 FIG 38 is a plasmid diagram of p35Sop Barstar E-2; 

FIG 39 is a plasmid diagram of p35Sop Barstar, and serves 
also to represent 35Sop Barstar E, which is the same plasmid 
with the FcoRI site at base508 removed; 

FIG 40 is a plasmid diagram of pBRlac; 
10 FIG 41 is a plasmid diagram of pBRGUS 1; 

FIG 42 is a plasmid diagram of pBRGUS 2; 

FIG 43 is a plasmid diagram of Bin 19+EGM3 VI sense 
(Orientation 2 as described in the following description of 
embodiments ) ; 

15 FIG 44 is a plasmid diagram of EGM3 V2 sense; 

FIG 45 is a plasmid diagram of plasmid pBRLacBH-; 
FIG 46 is an illustration of Arabldopsls (FB.13L30) 
transformed with an antisense PrMADSl gene compared with a 
control plant; and 
20 FIG 47 is a diagrammatic representation of the directed 

development strategy resulting in the transformed Arabidopsis 
of FIG 46- 

EXAMPLE 1 

Isolation of cone-specific genes from P. radiata 
25 Five cone-specific genes displaying strong homology to 
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Aratidopsls thallana and Anthlrrhlnum majus floral merlstem and 
organ Identity genes were isolated from P.radlata cDNA library 
prepared from iinmat\ire female and male cones. Three of them^ 
PrMADSl, 2 and 3, belong to the family of MADS -box genes showing 
homology to Aratidopsls AGL^4 and AGL6 genes and dall 

gene from another non-angiosperro, Plcea ables (Norway spruce 
respectively. The PrFLl gene is the pine ortholog of Arabldopsls 
LBafy (Lfy ) and Florlcaula (Flo ) gene from AntAirriilnum. The 
PrCojiI shows strong homology to Arabidopsls CONSTJiNS (co) gene. 
To elucidate the function of these genes the approach of 
characterising their expression pattern in male and female cones 
during different stages of cone development was taken. 

A significantly lower level of expression was detected in 
vegetative tissues: vegetative buds, needles, stem and roots. In 
s±tu hybridisation showed that expression of these genes Is 
substantially detectable only in reproductive tissue cells. 

Expression analysis revealed that all five genes show 
different patterns of expression in different stages of 
development of male and female cones (Figs, 1-5 ). PrMADSl, 2 and 
3 genes are cone- specific: expression of both genes was restricted 
to reproductive organ primordia tissues. No detectable expression 
of these genes was observed in vegetative tissues: vegetative 
buds, needles, stems, roots. For PrFLl and PrConl low detectable 
expression was observed in vegetative buds. 

In reproductive organs low level of expression pf both genes 
was detected at early stages of cone development (5 mg cones) 
which was Increased during a cones development ( 50 mg cones ) . In 
male cones expression of both genes was restricted to 
microsporangia containing primary sporogenous cells- In female 
cones expression of both genes was restricted to premature ovules. 

To characterise MADS proteins as DNA-bindlng proteins in 
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Vitro, we expressed both proteins In E.coli and charecterloed 
their DNA-binding properties. PrKADSl,2,3 proteins are sequence- 
specific DNA-binding proteins. Their DNA-binding consensus 
sequence is similar to that of the AGMOUS protein. All tliree 
proteins bind a DNA sequence matching the consensus sequence of 
CArG box TT(A/T)CC(A/T)(A/t)2(T/A)NNGG{-G)(A/T)2 (oligo A) for 
PrMADSl and PrMADS2) (Fig.6). Mutation of these consensus 
sequences (oligo B) significantly decreases their binding of 
PrMADS 1,2, or 3 proteins. Competition with non-radioactive 
oligos did not decrease binding of any of the proteins to the CArG 
consensus* This indicates that we are dealing with specific DNA- 
protein interactions. 

Isolation of promoter sequences of PrMADS2,3 and PrPLI genes 
Upstream sequences were isolated using a 'Promoter finder* 
strategy (Fig.7). A special adaptor was ligated to this ends of DNA 
fragments generated by digestion of genomic DNA from P. radiata with 
EcoRV, Seal, Dral, PvuII and Sspl separately. The enzymes used were 
selected because they have six-base recognition sites and generate 
blunt ends. Following adaptor ligation, these DNA fragments were 
used as a template for PGR using first adaptor primers API, AP2 and 
gene-specific primers GSP-1,2. 

The sequences of adaptor (first sequence), adaptor-primers^ and 
polymerase blocking primer are shown below. It is noted that adaptor 
primer API corresonds to bases 1 to 22 of the adaptor, adaptor primer 
AP2 corresponds to bases 13 to 31, and the polymerase block 
corresponds to bases 41 to 48. 



KAn xitQ ^ : 5 • CTAATACCACTCACTATA6GGCACGCGTGGTCGACGCCCCGGGCTGGT-3 ' 
PQlvmP>ywge blank ; 3 * -NHj-CCCGACCA-P0|-5 * 
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ArtMpt-or pT■^mP1r 1 r ftT>l ^ : 5 • -ctaatacgactcactatacggc-3 • 

AAnrsi-nr n^r^m^T- 7 / AP9 \ : 5 • -ACTATAGGGCACGCGTGGT-3 ' 

The presence of the amine group on the 3' end of the lovrer 
strand blocks polymerase catalysed extension from free adaptor 
5 molecules that have not been ligated, thus preventing the generation 
of the primer binding site unless a defined^ gene specific primer 
extends a DKA strand opposite the upper strand of the adaptor. 

Primary PGR was performed using Avantage Tth Polymerase Mix 
(Clontech) and adaptor primer API and GSP-1 for PrMADS2,3 and PrFLl 
10 genes. 

GSP-1 sequences: 

PrMADS2: 5' CGGCGCTTCCGAACTCATAGAGTTTTCCTC 3' 

PrMADSa: 5 • TTAGCGCCACTTCGGCATCGCACAGC 3' 

PrFLl: 5' CAAGGGACTTCAAATCCTTTCTCCCATTCATGG 3'. 

15 PGR two step cycle parameters: 

7 cycles: 94^C 25 sec 

72**G 4 min 

32 cycles: 94°C 25 sac 

67**C 4 min 

20 67*'C for an additional 4 min after the final cycle. 

The 1 ml of primary PGR was used in secondary PGR using the same 
cycling parameters and a second set of GSP primers with AP2 adaptor- 
primer. 
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GSP-2 primers sequences: 



PrMA0S2: 



5« CGCCTTTTTCXGCAGACCATTCCCGC 3' 



PRMADS3: 




PrFLl: 



5* CGTCCATGGTCCTTGTTAAAGACACTTGTTGTTGG 3' 



The 1-2 kb PCR fragments were clonea into the TA-type cloning 
vector and sequenced. Sequences of cDNAs, proteins and promoter 
regions PrMADS2, PrMADS3 end PrFLl are shown on Figs 12, 15 and 18. 

PtfLMPLg 3 

Introduction of promoter regions into the sterility cassettes V1 and V2 
One difficulty with the tissue ablation approach Is the 
effect of promoter leakage or expression in other tissues. To 
overcome this we have developed a control system (gene cascade) 
whereby expression of a lethal gene(s} Is countered In non-target 
tissues (Fig. 20). Two different vectors carrying Barnase (VI) and 
Barstar plus repressor {lacXq) (V2) parts of these cascade were 
designed. 

In order to clone promoter regions into the vectors VI and V2 
they have been amplified using sets of primers with Sail restriction 
sites on the ends for VI (Sail primers) and EcoRI restriction site 
for V2 (EcoRI primers). In order to check the orientation of the 
promoters in VI and V2- vectors an £coKI restriction site was designed 
in the forward Sail primer downstream from Sail site and a Sail site 
was designed in the ScoRl primer downstream from £coRX: 
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Sail prlners: 

PrMM)S2 promoter; 

Forward prixDer: 

5* CCGGma&CiduBimiCCGA 

Sail BcoRI 

Reverse primer: 5' CCGfilCISaCTTCTTTCCTTCTTTTCTTTCTGC 3' 

Sail 

Forward primer: 5' acgc gtc:gacgaattc!A AGatttcaaatcagtcc 3' 

Sail ECORI 

Reverse primer: 5' ACGCGICSACCAAGATCCCTCTGCTTCTTCACC 3' 

Sail 

PrFLl promoter t 

Forward primer: 5' ACGCQICSACSA&IICGAACTTCTGGAATAAGCTGC 3' 

Sail EcoRI 

Reverse primer: 5* ACGCSXCGACTTCATCTTACGTCACGCGAGG 3* 

Sail 

EcoRZ priners: 

PrMADS^ prnmote/r* 

Forward primer: 
5* CCGGAATTgGTrGArrGArACTrin&fiTrrArAAAftAAAC&T^rirn-^' 
EcoRI Sail 
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Reverse primer: 5* CCGCAAIICTTCTTTCCTTCTTTTCTTTCTGC 3' 

ECORI 

PrMAT?S3 ■Drnmn.t.fir; 

Forward primer: 5* CGfiA^llOalCGACAACy^TTTCAAATCAGTCC 3* 

£coHI Sail 

Reverse primer: 5' GCfiiLAlICCAAGATCCCTCTGCTTCTTCACC 3* 

EcoRl 

PrFI.1 py-nmn^fi^iTT 

Forward primer: 5' CGGMIICSICGACGAACTTCTGGAATAAGCTGC 3' 

ECORI Sail 
Reverse primer: 5' GCGMIICTTCATCTTACGTCACGCGAGG 3' 

ECORI 

PGR fragments of Sail primers were digested with Sail 
restriction enzyme and introduced into the VI vector digested with 
Sail. The orientation of promoters was checked using digestion with 
EcoRI enzyme. 

PGR fragments of EcoRX primers were digested with CcoHI 
restriction enzyme and introduced into the VI vector digested with 
EcoRI« The orientation of promoters was checked using digestion with 
Sail enzyme. Maps of the resulting pXasmlds are shown in Figs. 21 
and 22. 

These vectors were linearised with Hindi II enzyme and introduced 
into the Bin! 9 binary vector digested with Hindlll. Colonies 
carxying modified Bin 19 vectors were selected on plates with 
kanamycin and aroplcillln antibiotics* As a next step Blnl9-Vl- 
promoter and Binl9 V2-promoter vectors were transformed into several 
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Agrobacterluxn strains* Arabidopsls thallana. Eucalyptus grandis and 
Pinns radlata embzyos and explants were co- transformed with 
Agrobacteriiim strains. 

CTftMPIiB 4 

5 Piasmid construction for lethal gene constructs 

The KlndXXI fragment from the plasmld pRT 99 gus (TC&pfer et 
al. Nucleic Acids Research (1988) 16 (17): 8725) was cloned Into 
the HlndXIl site of pBR 322* This Insertion resulted In two 
plasmids corresponding to the Insert being cloned in both 

10 orientations. The inserted region contains the Cauliflower Mosaic 
Virus (CaMV) 35S RNA promoter, beta glucoronidase (GUS) gene, and 
CaMV 35S terminator region. These plasmids were called pBr(nJSl 
and pBrC?U52 and provided the basis for the lethal gene constructs* 
The orientation of the insertion event was checked with a BamHI 

15 digest. PBR6US 2 results in BamHI fragments of 2.5)cb and 4.4)cb« 
pBRGUS 1 in fragments of 6.1kb and 0.8kb. 

The DNA encoding the laclg nuclear localisation signal 
peptide was amplified from the plasmld pGEM laclqNLS by PCR using 
the 5* primer Lac I (this has an EcoRl site) and the 3* primer D23 
which has a Kpnl site. The amplified DNA fragment was restricted 
with EcoRI and Kpnl and cloned into pBRGUS 2 cut with the same 
enzymes. The resulting piasmid was called pBRLac. The pBRLac 
piasmid was then cut with SphI and run on an agarose gel to allow 
the purification of the piasmid fragment containing the LacXq 

25 gene, Amplclllin resistance gene, and origin of replication away 
from the small SphI fragment, which contained restriction sites 
that we wished to remove. The resulting piasmid was called 
pBRLacBH-. 

The second stage in the plasmld construction was the 
30 preparation for cloning of the Barstar gene under the regulation 
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of t:he modified CaMV plus lac operator promoter. This was 
amplified from the plasmid p35S-op-Barstar EcoRl* which contained 
the promoter /gene sequence which had been modified to remove the 
EcoRX site between the promoter and coding sequence. This 
5 modification was accomplished by cutting the 35S-op-Barstar 

plasmid with EcoRI, carrying out a blunting reaction with T4 DKA 
polymerase, and then religating the blunted plasmid. The PCR was 
carried out using the 5 * primer pQE-F and the 3 * primer Bar*3 * . 
The PCR fragment was cut with Xhol and KpnI. This was cloned into 

"•O the 35S-op-Barstar EcoRl- plasmid also cut with Xhol and Kpnl, and 
from which the unwanted gene had been purified away by gel 
electrophoresis « This enabled the removal of restriction sites at 
the three prime end of the Barstar coding region. This plasmid 
was called p35S -op-Bars tar EcoRI- 2. 

15 The Barstar gene was then cut out of the p35S-op-Barstar 

e;coRI- 2 plasmid with Xhol and Sail and cloned into pBrLac BH* cut 
with Sail . The Barstar gene could go into the Sail site in either 
orientation but only one orientation was found. The orientation 
of the insert was ascertained by a Kpnl digest. Only a Ikb band 

20 was seen which was indicative of the orientation of the insert 
seen in plasmid pBRLac Op Barstar 1. The resulting plasmid was 
called V2. 

The plasmid was then ready for the cloning of, in this case, 
a flower specific promoter, into the unique EcoRl cloning site 5 

25 prime of the laclq gene. The EGM3 . promoter from the Eucalyptus 
KADS gene EGM3 was used for this purpose. This was cut from 
plasmid pEGK3 with EcoRI. This promoter was cloned in both 
orientations, and the resulting plasmids were called V2 EGM3 sense 
and V2 EC^3 antisense. The plasmid V2 EGM3 sense was used as a 

30 source the EGM3 regulated laclq and CaMVop Barstar genes for the 

plant transformation vector. The orientation of the EGM3 promoter 
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was determined by an XbaX PstI digest. The presence of a 2.3 and 
0.9 kb band was Indicative of the correct orientation. 

The second construct VI, containing the promoter less Bamase 
gene, was constructed using pBrGUS 2 as the starting point. A 
5 Bamase gene was amplified from genomic Bacillus amyloliquefaclens 
using the primers Bamase 5 prime Sal, and Bamase 3 prime Kpn. 
The resulting PCR product was restricted with Kpn I and Sal I as 
was pBRGUS 1 and a ligation reaction performed. The plasmlds frtm 
the resulting colonies were used as templates for sequencing using 

^0 the amplification primers. Plasmld SB4 was found to contain a 

Bamase fragment of the same sequence as the B. amylollqxief aclens 
Bamase gene and this was called pBRBamase and this was used for 
further constructions. 

Previous work using Barnase as a lethal gene In plants had 

15 shown that the anti-toxin gene for Barstar was required to be 

present and expressed from the same plasmld as the Bamase before 
a promoter region could be cloned 5 prime of the Bamase gene 
(Paul et al. 1992 Plant Molecular Biology 19: 611-622). This was 
achieved by using a plasmld that contained the Barstar gene and 

20 promoter from fi. azDyloIlque^aclens in cis with the Bamase 

sequence. To this end the promoter plus Barstar DNA region was 
amplified from the B. amyloliquefaclens genomic DNA using primers 
5 prime Barstar promoter and Bar 3 prime. The PCR fragment was 
restricted with KpnX as was pGEM 3f and a ligation reaction 

25 performed. The resulting white colonies were screened for 

Inserts. The DNA from colony 7 was used for sequencing and found 
to contain the Barstar promoter plus Barstar sequence as In the 
genomic B. amylolique^aclens DNA. This plasmld was call 7 prom 
Barstar, as shown in Fig 21A. 

30 The 7 prom Barstar plasmld was restricted with Kpn I as was 

pBRBamase and the Promoter Barstar fragment was cloned into the 
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Kpn I site of the pBRBarnase DNA. This resulted in a plasmid 
known as VI, The EGM3 promoter was cut out of pEGM3 using EcoRl, 
blunted using DNA polymerase I (Klenow fragment) and cloned into 
the unique Sail cloning site of the VI DNA which had also been 
restricted and blunted. The resulting plasmid with the promoter 
inserted in the correct orientation was called EGM3 VI sense. 

The BGM3 VI sense DNA was linearised with Hindlll and cloned 
into the plant transformation vector Binl9 also linearised with 
Hindlll. This resulted in two plasmids, EGM3 VI Bin 1 and 2, 
corresponding to the two orientations of insertion. In 
orientation 2, the two EcoRI sites present in EGM3 VI Bin are 
approximately 80 bp apart. The EGM3 VI Bin 2 was cut with EcoRI 
and blxinted using DNA polymerase I (Klenow fragment). The E(3K3 
promoter laclq gene, and the CaMV 35S op Barstar genes were cut 
out of EGM3 V2 sense using Aatll and Hindlll. This fragment was 
also blunted and ligated into the EcoRI cut and blunted EQ43 VI 
Bin 2 to create the plasmids EGM3 Double Bin I and II/ again 
corresponding to the two possible orientations. These plasmids 
were used for transformation of plasmids. 

The procedure was then repeated with further Eucalyptus MADS 
promoters. These were EGM2 long and short, and a shorter version 
of ECm3. 

Bamase 5 prime Sal 
5' CCGICGACATGGCACAGGTTATCAA 3* 
Sail 



Bamase 3 prime Kpn 

5' CGGGIACCTTATCTGATTTTTGTAAAGG 3* 
Kpnl 
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Five prime Bars tar promoter 
5' CGfiGliLCCGTCCAATCTGCAGCCGTCCGA 3' 
XpnX 

Bar 3* 

5* GCfiGZ^CCTTAAGAAAGTATGATGGTG 3* 
Kpnl 

023 

5' CGSGIACCTATCTCCTATTTCCCCCACG 3* 
KpnX 

POE-F 

5* CCGTATCACGAGGCCCTTTC 3' 
I«acl 

5' GCGAAIICAACATGGAACCAGTAACGTTATA 3" 
EcoRI 

Expression of the three Eucalyptus MAOS-hox genes in a range 
of tissues within two Eticalyptus species 

Northern blots were performed on a range of tissues in order 
to determine the tissue specificity of the expression of the three 
EGM MADS^box genes. Tissue used for isolation of RNA from roots ^ 
seedlings, stems, shoots, leaves and mature flowers was obtained 
from Eticftiyptni*; g-rmnd-jg plants. Tissue for isolation of RNA fTom 
floral tissues including receptacles, petals, stamens, carpels, 
and styles was collected from E. globulus flowers. This species 
was used because it produces very large flowers, making collection 
of sufficient amounts of RNA much easier. Ten micrograms of total 
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RNA was used In the blots which Included the different floral 
tissues and 20 micrograms was used In blots of £. grandis RNA 
which Included the vegetative tissue* Blots were probed with the 
three EGM genes which had been digested with the appropriate 
5 restriction enzymes to remove the MADS-box« 

The northern blots indicated that all three EC^ genes are 
expressed at a high level In eucalypt flowers. When northern 
blots are exposed to film for long periods, weak expression of the 
ECai2 and EGMl genes was detected In floral tissue. The EGM3 gene 
was specifically expressed In vegetative tissue. Within the 
flower, the EGM2 gene was observed to be expressed in stamens and 
petals. The EGM3 gene is expressed in receptacles, petals « 
stamens, carpels and styles. 

EXAMPLE 6 

15 DIRECTED DEVELOPMENT STRATEGY 

This strategy involves the expression of an antisense version 
of a gene critical to the development of reproductive structtires 
so that vegetative development occurs instead. 

The MADS*box region of PrMADSl gene was fused in the frame to 
the amino end of GUS reporter gene's coding region in sense and 
antisense orientations (Fig. 47). Constitutive expression of 
these genes will lead to high level of accumulation of the 
corresponding products in cytoplasm and nucleus. Accumulation of 
the fusion proteins containing sense orientation of the MADS-box 

25 region could lead to the inhibition of downstream transcription 
processes through competitively binding to specific trans-acting 
elements in the promoter regions. 

Antisense orientation could block expression of MADS-box 
genes through RNA-RNA interactions between fusion antisense MADS* 

30 GUS mRNA and target MADS-box mRNAs in floral merlstem. 
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Constructs were introduced Into the binary vector Blnl9 and 
transformed Into AGtl Agrobacteriun strain. AraJbidopsls thaliana 
plants were transformed using a root transformation procedure and 
transf ormants were selected on medium containing kanamycln 
5 antibiotic. Only antlsense constructs were analysed for floral 
Inhibition. 

The 25-30% of transformants with antlsense MADS-box genes 
(lines FB13I«) did not induce any inflorescence even 45 days after 
transferring to the soil. These plants look very bushy with much 

■>n larger leaves than controls (Fig. 46). After 45 days control 
plants had already passed through all vegetative stages and 
finally gave seeds. Usually, in Arabidopsis plants floral buds 
have already appeared when 8-10 rosette leaves are appearing. 

In FB13L plants there was no detectable floral Induction even 

15 after 25-35 leaves. Leaves of FB13L line plants were stained with 
X-gluc (histological GUS assay). Most of the plants have shown 
the blue color of the leaves which indicates a high level of 
acctunulation of GUS proteins. 



EXAMPLE 7 

20 Transformation of Sucalypttzs 

A number of abbreviations are used in the following text* 
These are in common use in the field of plant tissue culture. 
BA: bensyladenine also known as 6-benzylamlnopurlne* 
2BA: lndole-3-butyrlc acid. 
25 NAA: 1-naphthaleneacetlc acid 

TD2: thldlazuron also known as l-phenyl-3-tl^2, 3-thiadlazol- 
5-yl] uarea. 

The followdLng is a detailed description of the preferred 
steps for producing transgenic Eucalyptus from shoot and seedling 
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explant material. 
Shont fixnlnntff 

1. Subculture shoots monthly on solid KG medium containing 
0*2mM BA. Keep In low light (16 hour photoperlod, 100-350 Lux or 

5 1-8 mmolm'^s"^ PAR) and 22,5*C. 

2. Use whole shoots 3*4 weeks after subculture* 

3. Remove lower leaves leaving the top 4-6 leaves. 

4. Wound leaves 5 to 6 times with a needle (e.g. 25G) and 
place whole shoots In an AgroJbacterlum suspension (approximately 

'*0 1x10* cfu rol*^) containing 10-lOOmM acetosyringone for 10 minutes 

to 2 hours. An Agrobacterium suspension with an optical density of 
1.0 at 600nm diluted 1/20 is approximately IXIO' cfu mL'^. Best 
results when wound near base of leaf. Alternatively, instead of 
leaving the woxinded shoots in an Agrobacterlum susp>ension for 1 

15 hour, the shoots can be vacuum*inf iltrated with the Agrobacterlum 
for 10-30 mins at 40-100 Kpa. The shoots do not need to be wounded 
for the vacuum infiltration procedure. However, callus formation 
is greater when wounding is effected with a needle rather than by 
vacuum-infiltration. 

20 5, Blot shoots between sterile filter papers and insert 

shoots vertically into KG medium containing 0.2mM BA. Co-culture 
for 2 days in the dark. 

6. Transfer shoots (still upright) to KG medium containing 
0.2mM BA and 200 mgL'^ cefotaxime. Keep in low light for 5 days 

25 (16 hour photoperiod, 100-350 Lux or 1*B mmolm'^s*^ PAR). 

7. Excise 4-6 upper leaves and place them, adaxial face up» 
on solid callus induction medium G22 containing 2mM BA, 2«5mM NAA, 
200 mgL"' cefotaxime and 5-10 mgL'^ geneticin. Incubate for 2 weeks 
in the dark. 

30 8. Transfer explants to G22 medium containing 2mM BA, 2.5mM 

NAA, l.OmM TDZ^ 200 mgL'^ cefotaxime and 15 mg.L'^ geneticin. 
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Subculture every 2 weeks in the dark. Broim phenolic compounds are 
produced when incubated in the light. 

9. After 6 weeks transfer explants to shoot induction raediuni 
CBA (i.e. G22 containing SniM BA and O.SinM NAA) containing 200 
ngl*"^ cefotaxime and 15 mgL"* geneticin* Leave in dark for 5-6 days 
then move into light (16 hour photoperiod, 100-350 Lux or 1-8 
mraolm'^s"* PAR ) . Subculture every 2 weeks . 

10. After 8-10 weeks on GBA with 200 mgL"' cefotaxime and 15 
mgL'* geneticin transfer pieces of callus with buds and callus 
formed on the original explants to GBA with 200 mgL*^ cefotaxime 
and 30 mgL"* geneticin. Subculture every 2 weeks. 

11. After 4-6 weeks on this medium place regenerated shoots 
in liquid KG meditim containing 0.01 mM BA, 50 mgL"^ cefotaxime and 
5 mgL'^ geneticin for 2 weeks then transfer to medium with higher 
geneticin (10 mgL'M for 2-4 weeks. The liquid cultures are shaken 
at 100-120 rpm with 8 ml of liquid in a 70 ml container. 

12. Transfer surviving shoots and callus to solid medium (KG 
containing 200 mgL"^ cefotaxime and 10 mgL'^ geneticin but with no 
hormones) and higher light intensity (16 hour photoperiod, 450 Lux 
or 10 mroolm"*s'^ PAR). Subculture every 2 weeks. 

13. Assay putative transformed shoots for marker gene(s) 
activity. 

14. Regenerate plants from the confirmed positive shoot 
material. Induce rooting by transferring shoots onto KG containing 
10 mgL"' geneticin but with no hormones. However, if there is no 
rooting after three %meks then move to the same medium containing 
IBA 0.2 mgL** (9.8 mM). 

Sftfirtllng PTTplnnr^s 

1. Disinfect seeds and germinate on KG containing 0.2 mM BA. 

2. Using 10-12 day old seedlings, remove roots and place them 
in an overnight-grown Agrobacterlim suspension (approximately 
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1x10* cfu ml'^) containing SOmM acetosyrlngone. An /igroZ)acterluD 
suspension with an optical density of 1.0 at 600nm diluted 1/20 Is 
appxDJClmately 1X10* cfu mL**. Wound the cotyledons and hypocotyl by 
gently stabbing with a 30 gauge syringe needle under a dissecting 
5 nlcroscope. Incubate for 1 hour then remove the seedlings from the 
suspension and blot them between sterile filter papers to remove 
eatcass liquid. Instead of leaving the wounded cotyledons In an 
Agrobacterlum suspension for 1 hour, the cotyledons can be vacuum* 
Infiltrated with the AgroiaacterXum for 20 mlns at 95 KPa (26mm 
Hg)« The cotyledons do not need to be wounded for the vacuum 
Infiltration procedure. However, the hypocotyls require wounding 
even when using vacuum Infiltration. 

3. Co^cultlvate on KG medium (containing 0.2 mM BA) for 2 
days In the dark making sure that the seedlings are standing 

15 upright In the medium. 

4. Transfer the seedlings (still upright) to KG medium 
(containing 0.2mM BA) and containing 200 mgL*^ cefotaxime. 
Continue incubation in low light (16 hour photoperlod, 100-350 Lux 
or 1-8 mmolm'^s"^ PAR) for 5 days. 

20 5. Excise the hypocotyls and cotyledons. Transfer the 

hypocotyls to callus induction medium G22 containing O.SmM BA, 
l.OmM NAA^ l.OmM TDZ, 200 mgL'^ cefotaxime and 10 mgL*^ geneticin. 
Transfer the cotyledons to G22 medlxun containing l.OmM BA, l.OmM 
KAA, 0*3fflM TVZ, 200 mgL'^ cefotaxime and 10 mgL*^ geneticln. 

25 Continue incubation in the dark for 2 weeks. 

6. Transfer explants to the same medium containing 15 mg.L'^ 
genet icin and 200 mg.L*^ cefotaxime. Continue dark incubation. 
Subculttzre every two weeks until about 6 weeks have elapsed. 

7. After 6 weeks, transfer to shoot induction medium GBA 
30 (i.e. G22 containing 5mM BA and O.SmM NAA) containing 15 ngL'^ 

genetlcln. Leave the cultures in the dark for 5-7 days then 
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transfer tihem to the light (16 hour photoperlod, 100-350 Lux or 1 
8 mmolin'^s"* PAR). 

8. After about 10 weeks on the GBA with 15 mgL'^ genetlcln 
and 200 mgL'^ cefotaxime^ a number of explants will have produced 
shoots. These shoots are excised and transferred to KG medium 
(containing 0.2mM BA) with 30 mgL"^ genetlcln and 200 mgL"* 
cefotaxime. Meanwhile, the callus that has also formed on the 
original explants Is subcultured back to GBA with 15 mgL*^ 
genetlcln and 200 ragL"^ cefotaxime and left for a further month, 
by which time more shoots may develop which can then be 
transferred to KG medium (containing 0.2mM BA) with 30 mgL"^ 
genetlcln and 200 mgL"^ cefotaxime. 

9. All shoots and callus are now transferred to fresh KG 
medium (containing 0.2mM BA) with 30 mgL"^ genetlcln and 200 mgL"^ 
cefotaxime for another month or so. 

10. After 4-6 weeks on this medium place regenerated 
shoots In liquid KG medium containing 0.01 mM BA, 50 mgL"^ 
cefotaxime and 5 mgL'^ genetlcln for 2 weeks then transfer to 
medium with higher genetlcln (10 mgL"^ for 2-4 weeks. 

11. Transfer surviving shoots and callus to solid 
medium (KG containing 200 mgL'^ cefotaxime and 10 mgL"^ 
genetlcln but with no hormones) and higher light intensity 
(16 hour photoperlod, 450 Lux or 10 mmolm'^s"^ PAR). 
Subculttire every 2 weeks. 

12. Assay putative transformed shoots for marker 
gene(s) activity. 

13. Regenerate plants from the confirmed positive shoot 
material. Induce rooting by transferring shoots onto KG 
containing 10 mgL"^ genetlcln but with no hormones. However, 
if there is no rooting after three weeks then move to the 
same medium containing IBA 0.2 mgL"^ (9.8 mM). 
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Seedlings of 12 days old or younger are best for 
transformation but seedlings up to 20 days old can be used 
for regeneration* 

Shoot regeneration frequencies for non-transformed 
5 cotyledon and hypocotyl explants without selection are 
approximately 60%. 

Experience has shown that removal of cefotaxime from 
the medium, even after 3 months, will result In rapid 
overgrowth by Agrobacterlim. The concentration of cefotaxime 
''O varies between liquid and solid media. 

Shoot material grew faster In liquid medium and formed 
more shoots when compared to shoots grown on solid medium. 
This liquid selection step has the advantages of reducing 
false positives by Increasing selection pressure, reducing ' 
15 residual Jigrobacterium and Increasing the amount of shoot 
tissue compared to solid grown cultures. 

The regenerated rooted transgenic plants are then moved 
to a soil based medlxim and grown Into trees of a size and 
form suitable for planting. Clones can be mlcropropagated by 
20 tissue culture propagation techniques and grown Into trees 
of a size and form suitable for planting. 

The media used In this study were G22, GBA and KG as 
described by Iiaine and David (1994). However, various basal 
media. Including MS, B5 and P24, have been tested and found 
25 to support shoot regeneration. The plant growth regulator 
regimes were generally different from those of Laine and 
David (1994), which were In the combination of 1-3 mM BA, 
0.05-2 mM TDZ and 0.5-2.5 mM NAA for callus Induction from 
leaves; 1-3 mM BA, 0.05-1 mM TDZ and 0.5-2.5 mM NAA for 
30 cotyledons; and 1-3 mM BA, 0.05-2 mM TDZ and 0.5-2.5 mM NAA 
for hypocotyls. The differentiation medium was generally a 
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An AGLl culture grown as a scribed above and diluted t 
an optical density (SpOnm) of 0.98 had a viable count of 

2.37 X lO' c£u/ml. 

It will of course be realised that while the above has 
been given by way of Illustrative example of this invention, 
all such and other modifications and variations thereto as 
would be apparent to persons skilled in the art are deemed 
to fall within the broad scope and ambit of this invention 
as is herein set; forth. 
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CLAIMS 

1* A method of enhancing vegetative growth In a plant 

including the steps of:- 

identifying a gene having a substantially tissue- 
specific promoter expressing during the development of both 
male and female plant reproductive structures; 

constructing an expression cassette comprising a 
heterologous coding region capable of expressing a product 
which aborts said development under the expression control 
of said promoter; 

transforming plant cells with said expression cassette, 

and 

selecting and vegetatively propagating the 
transf ormants . 

2. A method of enhancing vegetative growth according to 
Claim 1, wherein said gene is selected from genes expressing 
specifically in the development of both male and female 
reproductive structures. 

3* A method of enhancing vegetative growth according to 
Claim 2, wherein said heterologous coding region expresses a 
lethal gene product selected from lethal translation 
products and antisense RNAs* 

4. A method of enhancing vegetative growth according to 
Claim 1, wherein said promoter directs expression of said 
heterologous coding region substantially in said both male 
and female reproductive structures, and wherein the effect 
of leakage of said promoter in non target tissues is 
suppressed • 
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5. A method of enhcmclng vegetative growth according to 
Claim A, wherein said heterologous coding region expresses a 
lethal gene product selected from lethal translation 
products and antisense RNAs. 

6. A method of enhancing vegetative growth according to 
Claim 5, wherein said suppression is provided by including 
in said expression cassette a control gene cascade 
functioning to prevent expression of, or counter the 
expressed product of said heterologous coding region* 

7. A method of enhancing vegetative growth according to 
Claim 6, wherein said control gene cascade comprises a 
control gene selected to express a gene product acting to 
prevent expression of or counter the expressed product of 
said heterologous coding region, said control gene 
expressing under the control of a constitutive promoter 
which is itself under the control of a repressor gene the 
expression of which is promoted by a second tissue specific 
promoter • 

8. A method of enhancing vegetative growth according to 
Claim 7, wherein said heterologous region codes for the 
enzyme Bamase, said control gene expresses Barstar under 
the control of a constitutive promoter including a Laclq op 
site, and said repressor gene expresses Laclq under the 
expression control of the same or another promoter specific 
to the same tissue as said heterologous coding region. 

9. A method of enhancing vegetative growth according to 
claim 1, wherein said heterologous coding region expresses 
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under the control of a tissue specific promoter derived from 
the MADS-box genes of Pinus radlata. Arabldopsls thallana, 
or Eucalyptus grandts, or strong homologues thereof of other 
species/. 

10. A method of enhancing vegetative gro%rth according to 
Claim 9, wherein said plant is Plnus radlata, and wherein 
said tissue specific promoter is selected from I>rMADS2, 
PrMADS3, PrFLl or PrConl. 

11. A method of enhancing vegetative growth according to 
Claim 9, wherein said plant is Eucalyptus grandis, and 
wherein said tissue specific promoter is derived from the 
EGM3 gene. 

12. A method in accordance with Claim 1, wherein said 
tissue specific promoter is identified from genomic DNA 
using a 'promoter finder* strategy (Clontech). 

13. A method in accordance with Claim 12, wherein said 
identified cDNAs are selected for the presence of a single 
gene expressed in both male and female buds. 

14. A method in accordance with Claim 13, wherein said 
promoter or, preferably, a constitutive is fused with a 
heterologous coding region which codes for an expression 
product of which is the antisense version of said gene. 

15. The plasroid pBR Bamase prom Barstar 1 yielding VI- 
promoters according to FIG 21. 
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16. The plasmld pBR 35SPro«nOpBarst:ar yielding V2 promotera 
according to FIG 22. 

17. The plasmid EGM3 double bin according to FIG 33. 

18. The plasmld EGM3 VI sense according to FIG 34. 

19. The plasmid VI ( Bamase-Barstar ) according to FIG 35. 

20. The plasmid pBR Bamase according to FIG 36. 

21. The plasmid V2 (LacIqNLS-35S promoterOp-Barstar ) 
according to FIG 37. 

22. The plasmid p35Sop Barstar E-2 according to FIG 38. 

23. The plasmid p35Sop Barstar according to FIG 39. 

24. The plasmid pBRlac. 

25. The plasmid pBRGUS 1. 

26. The plasmid pBRGUS 2. 

27. The plasmid Bin 19+EGM3 VI sense. 

28. The plasmid EGM3 V2 sense. 

29. The plasmid pBRLacBH-. 
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Figure 2 
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Figure 3 



SUBSTrrUTE SHEET (RULE 26) 



wo 98/13503 



PCT/AU97/0a625 



4/50 




Figure 4 
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III ftrMAPSl PrMADS2 frMAPSa 




AG consensus CArG-box 
NTT(A/DCC(An^NNGG{-G)(A/t)2N 

A: TTACCAAAAAAGGAAA 

B: TTAGGAAAAAACCAAA 



Figure 6 
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TGAGAAAGAGAGACAGAGATATGGGAAGAGGGAAAGTAGAGCTGAAGAGGATAGAGAA 

CAAAATCAACAGGCAAGTAACATTTGCGAAGAGAAGAAATGGGCnrrCTCAAGAAAGCIT 

ATGAGCTCTCTGTTCTCTGTGATGCTGAGGTTGCGCrCATCA'lTrrCTCCAACCGTGGCAA 

GCTCTATGAATrCTGCAGCAGTrCrAGCATGATGAAAACAATrGAGAAGTACCAGAAGTG 

CL^GCTATGGTrCACTTGAGAcCAACTGCrCCATCAATGAGATGCAGAACAGCTACCAGGA 

TTATTTGGAGGTAAAAGCAAGAGTGGAGGTCCTCCAACGATCTCAGAGAAACCTCCTTGG 

GGAAGAGTTGGGTCCCCTAAACTCGAAGGAGCTGGAGCAACTTGAGCACCAGTTGGAG 

AATTCrCTG.AAGCAAATrCGGTCrGCAAAGACCCAATTCATGTITGATCAACTGGCTCATC 

TTCAGCACAAGGAACAAATGCTGGTTGAAGCTAACAGAGAATTAAGGAAGAAGTTGGAA 

GAGAGCAATAC.VVGAATCCCTCTCCGCCTTGGATGGGAAGCTGAGGATCACAATAACAT 

TTCATACAGGCGCCTTCCCACGCAGTCGCAAGGATTGATCTTCCAGCCCTTAGGCGGCTA 

CCCGAACATGCAGATCGGGTACAATCCTGCAGGCTCGAATGAATTGAATGTTTCGCCTGC 

CGACCAACATCCCAacGGATTCATTCCCGGATGGATGCTCTGAATCGTrCCGCAAGTGAA 

CTGCTrGCTGG AAGTTCCATATC AAGTACAnTTCCGG 11111 GCTATG ATATATGACTCTT 

CTTCTTCTGGATGACCTATACGAAGATCCATCATTCGTGGATATTGTCCATGGACGTACCC 

TAAAAGGAAGGACGGTATGAATCCAATCTAGCTTACTATTTTGTATAAGAATAAAGATCr 

GTGCTGCTGATATTTGGAATTCATCTATGTTA"nTAATGTATGGAATCC 



Figure 8 
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MGRGKVELKRffiNKINRQ\TTAKIUWGIXKKAYEI^VLCDAEVAlJmfSNR 
MMKTIEKYQKCSYGSLETNCSINmQNSYQDYIJELKARVEVLQRSQR^^-lXJEELGPl^^ 
EQl^HQLENSUCQmSAlCrQFMFDQLAHLQHKEQMLVEANREUlKKLEESNTRIPUU^ 
EDHNNISYIUU,PTQSQGLIFQPLGGYPNMQIGYNPAGSNELhn/SPAlX3HPNGFIPGWML 



Figure 9 
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GAATrCGCCKjCCGCTAGAAGAATAAGGAAdAGGCCGAGAGAGGGAGCATTATCGTCGA 

GCAGGAGGGGGAAAGAAAGAAAGAAAGAAGGAAAGAATGGGGCGAGGGCGCGTCGAG 

CTGAAGCGGATCGAGAATAAGATrAACCGCCAGGTCAC Ul 1 1 1 CGAAACGCCGG AATGG 

TCTGCTGAAAAAGGCGTATGAACITtCAGTGTtATGTGATGCAGAGGTAGCACTGATaATA 

TrcrCAAGCAGAGGAAAACTCTATGAGTTCGGAAGCGCCGGGATGCrCAAGACTCTGGA 

GCGATATCAAAAATGTTCATACGTATTGCAAGACGCGACTGTATCGgACCGGgAGGCGCA 

GAATTGGCATCAAGAGGTtgGcAAATrAAAAGCCAGAGTrGAACnTTACAACGATCACAA 

AGGCACTTATTAGGTGAAGACCrGGGCCCCTTGAGTaTTAAGGAGCTGCAACAACTGGAA 

CGTCAACTTGAGGTITGCACrGACACATGTrAGGTCAAGAAAGACTCAAGTCATGTTGGAA 

ATGATGGATGAACTACGCAGAAAGGAGCGAATTTTACAAGAAGTAAACAAATCTCTGCG 

CAAGAAGTTGCAGGAGGCCGAGGGACAGGCATTCAATGCCATGCAACCTCCCCCrCATG 

CATGGGATrCGCATGCAGTAGCAAATAATGCATATGCTATGCAACATCCATCAA-^TGCTG 

TGGATTGTGAGCCCACATTGCAGATTGGATACCAaTATGCCCCTCCrGAGTCAAGCATGC 

CTAGGCATGAACAAGCACAAAACAATTACATGCAAGGCTGGATGGTATAATGTACCACCA 

ATTTCTAATGACAAGCAGAAGTATTAATATTTATAAATATrAAAATGTCTGTATATATAGCT 

ATGAATTTACAGTTGTATTGTACTTCCATTTTAATTCATG'i ri riCAGTAGTTTGATTGTAG 

TAACTTAAC ATTTTA I'l'l ' 1' ICCCAAACCCTAAC AACnTG AC 1 ' 1 ' 1 ' I AAAAAGTCAC AATnTA 

TGCAACAATATITGTGTTTATAlATATAATTGCTnTCCTGTrTAAAAAA 



Figure 10 
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MGRGRVELKRIENKmQVTFSKRRNGLLKKAYELSVLCDAEVALIIFSSRGKLYEFGSAGM 
IJal£RYQKCSYVLQDATVSDREAQ^IWHQEVGKlJCARVEIiQRSQRHlXGEDLGPLSI^ 
QQmiQLEVALTHVRSRCTQVMliNIMDELJWKERILQEVNKSIJUC^ 
PHAWDSHAVAlWAYAMQHPSNAVDCEPTLQIGYQYAPI^SMPRHEQAQN^mv^QGWMV 



Figure 11 
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CTCCCGGCCGCCATGGCCGCGGGATACTATAGGGCACGCGTGGTCGACGGCCCGGGCT 

GGTAAAAGACGTCCCTCCGATGAATTCGACAGTGGAGTCCACAAAGAAAGATGCGTACXj 

CTGAATGCCACGTGTCTATAGTITGCCCACACCnTCAAACATACTCrGTACGCAGATCG 

GCGGACCTGAAAAllilCnCGTATAAATCGTCTGTGTTAAGGATAnTGACCATCGGTCC 

GAAAGATGCGACTGTCCGACTGCATCTCGTCTCTGGTAATGl'iri rri'lCAAATTTATAAA 

GATrGTTTTGCATTATTATTATTTATCATGTTGCGTAAgATCTGGTGAGCAGTATTATTTGT 

CACmGTGTGGAATCCCTTATGAAAATATATATTTATtCCAGAAAAgTATTTTAGCITGTC 

AATTGTGTGGAATCTGGTATAAGTACCTGTATTrATCAGACGTATrATTTGTTAAATTGTG 

TGGAATCTGGTATAA.\TTTATATACITCGTGAGGAAATGTATrrATrAGCAGTATrACTGG 

TCAAACAGAGTGGAATCCTGTATAAATTTATCATATTTAGGAACAAATGTATITATCAGCG 

TrATrATCTGTCAAAATGTGTGGAGACGCGATGACTTrAATTTTTTGATAATAGGCGGAGC 

GTATAGGTACGCTGTAGTATTGTAGACTGGCATGTAGAGTACAAAGnTAGATATrAACC 

TAGATTAl'lll'iGCTATTCGCAGGCTATCGCGTACTCATGGTGAAATGCGTACAGTTTCAA 

AGTAAATGGTTGATGTTGAGTGCGGTGGCGGGGGCAGACACACAAATAGGAATCGGAgA 

gCGAGAGTACTGCAGCAATTGTrGTTTAcTTTTTGAGCAAGACGAGGATCAAAGAAGAAT 

AAGGAAGAGGCCGAGAGAGGGAGcATTATcGTCGAGCAGGAGGGGGAAAGA.AAGAAAG 

AAAGAAGGAAAGAATGGGGCGAGGGCGCGTCGAGCTGAAGCGGATCGAGAATAAGATT 

AACCGTCAGGTCAcGTTTTCGAAACGCCGGAATGGTcTGCTGAAAAAGGCG 



Figure 12 
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ATGGGGCGGGGTCGGGTrCAGCTGAGGCGAATAGAAAACAAAATAAATCGACAAGTCA 

CGTnTCGAAGCGCCGGAACGGACTGCTGAAgAAgGCGTACGAGCTATCAGTGCTGTGC 

GATGCCGAAGTGGCGCTAATAATTITCTCrACCAGAGGAAAGCTrrACGAGTTTGCCAGT 

TCCAGCATGAACAAGACGTTGGAAAGATACXjAAAAATGTTCATATGCAATGCAAGATACC 

ACAGGCGTrTCGGACCGGGAAGCACAGAATrGGCACCAAGAAGTTACAAAGTTGAAGGg 

TAAGgTTGAGCrCCTGCAGCGATCACAAAGGCATTTGTTGGGGGAAGATCTGGGTCCGTT 

AAATGTTAAGGAgCTACAGCAGCITGAACGTCAGCrGGAGgTrGCTCTGACACATCrTAGg 

TCaAgGAAAACGCAGgTAaTGCTGGACCAgATTGAGgAaCTTCGCCAAAGGGAACGGTTGC 

TACATGAAGTAAACAAGTCTCTGCAGAAAAAGCTTTCeGAAACAGAGGGAAGAGATGTAa 

TAACTGGCATAgAGCAAACTTCTAATACTAATACTGGTACTAACGGTCCTrGGGATTCTrC 

TATCACAAACACTGCgTATGCrCTCTCACACCCrCAACAAGATTCAAATrCAAGCCTCCAC 

CATGTGGACTGTGAACCCACGCTACAGATTGGTTATCAGCCTGTGGCTCCrGAAAGCATC 

GTCCCrCCTCATCAGCCGCCGCACAACCAAACGCCGAAcCAATACATGCAAGGATGGTG 

GGTTTGATATTrAACATrrATCATrATCAGTTACrTCAATCACAACAAAAGCCCAAAGCGT 

GGTAAATTACGAAATrAGAATrATATTATCATTAAAAAAAAACCCTATTTrCATTGTATAgC 

AGTAGGCITGATTTACTGCTATGATAGCGGAGGTTTTATTGGGCAAACAAACCCTACTGG 

TATATTAGACC 1 ICll GTCGACAAAGTTTAATTGCATAAATCTTGTATGCTAATCTGGCCG 

CTAAAAGAgCGATGGAAAAATAGTTGTCCCATTCACAACACATGATATG'nTAAATCCAAC 

GTGTATGTGTCTGCAAAATATTATTATACACTACGGTTTATCAAAAAAAAAAAAAAAAAA 



Figure 13 
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MGRGRVQLRRIE^IIa^mQVTFSKRJWGLIJCKAYEI^\a,a)EAVAJLJIFSTRGKL^^ 

NKTLJERYEKCSYAMQDTTGVSDREAQNWHQEVTKIJCGKVELLQRSQRHLLGEDLGPIJ^ 

ELQQI£RQIiVALTHIJlSRKTQVMliX31EELRQRERUJiEVNKSU3KK^ 

TSNTOTGTNGPWDSSrrOTAYAl^HPQQDSNSSUfflVDCEPTLQlGYQPVAPESIV^ 

NQTPNQYMQGWWV 



Figure 14 
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GGCCCGGGCrGGTATTTGGTGTAAGTTTTAAAGGAAGCTGGAAGATTTCAAATCAGTCCr 

AATCCITrAAAAAcTCAGCITmx:AAACATGTAACAATCTATGAGTATrATTA^^ 

GGATGTGGCATITCCACTGC CU ' lllA AGTACITCGGTnGTAAOTAAAACrAAAACAGAAA 

ATITCTCITCTAGTATrCrTAAACCGAGTGGAGTTGAGCrGAAGTGAGAGGAGGTATATA 

TATATATGTATATTTAnTAGAGTCCAAAGAATCGAGGCGAAAGGCATGTGATGGACGAA 

AGCAACCrrAATCrcrCTGCAAATrGTCCCTCCAAATrCCAACTAAAATCAATCCGGA 

GCATGAGCATCGATCGAATCATTTGGGTCATGCATCCTATGCATGCTCATCGATAACGAT 

AATGTATGGGCATGTGGCGCTCATCAATGATGATAGATGGGCATGGGGCCCCACATGAT 

GTGGACAGTGGCAACAATAGTACACTAGTTGTAAATGGGTAACCTGTAGTTGGCTTGGTT 

TACnTATATGGAATGAAAGAGGTACGAAACAAAGTATATCAAACGTTGACrCAATGAGT 

ACGCCGATCGACGCGTGl'll'n AA ITl'i'l'lAATGTTCCAAGGCCGGGCAGGCCCACTTCA 

ATCAACGCAATGCCACGCCAAAATrCACCGATATTTATGTCATGTTTTAACrAATAAATTA 

CCCAGCGGAAAACTGGTCGCAGCGTAAAGCGTTCATGGGTGCCGGGCGGGTAACrCTT 

GAAAAATGTATACAAATITATITATATGAAAAAATATCATGCTGATGATATACGCACGTrC 

TCTCTcTAGOll JCl l^'ilCi lGCri lCll'lCTGGTCCACATAAACrACcTACrCTTATAAT^ 

GCGTGTCATTGAGGTAGATTAGATTCGATTCCCTGACCCTGGGAGGAGGAAGAAGAAGA. 

AGAACAGCAGGAGGAAGCGAAAATTTATTAATAGTAACCAGAGAATAGCAGCGGGTGAA 

GAAGCAGAGGGATCTTGCAATGGCGCGGGGTCGGGTTCAGCTGAGGCGAATAGAAAAC 

AAAATAAATCGACAAGTCACGnTTCGAAGCGCCGGAACGGACTGCTG 



Figure 15 
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G AAATTCGGCACGAGGGTAG AGAGATCCCTGGGCCTAGAAGT G i ' 1 ' 1 1 CGG AGO AGCGC 

ACTGCATTCTACTTCGGAAAAAAATATGGATGCAGAGCACTITCCTGTAGGli'lClllAGG 

TGGGATCAGAGACCAGCACCAGTrGTAGCGGCAGCAGCAGCACCAACAACAACTGTCrr 

TAACAAGGACCATGGACGACCGTTGGAAgTCaTTCTtCCCATGAATGGGAGAAAGGAnTG 

AAGTCCCnTGAAGATCrGTTrAAAGAGTATGGAGTTCGATACGTAACrCTTGCCAAGATG 

ACCGAGATGGGCrrCACrGCCAACACCCITGTCaATATGACAGAGGAAGAGATTGAAgAT 

TTGATGAAGACDiTGGTAgAACTCrATCATATGGATCTTCTTATAgGGGAGAgATATGGAaT 

TAAATCrGCCATAAgAgCAgAgAAgAAAAgGTTGCAGGATAgCTTGGAGATGCAAAgCTTGG 

AAATCTTGTCTGAGGCAGAGAGAAAGAGGATATrACATGATGATCAGAATACTnTGCAG 

CTGCTATGCCATCCGAAGGAACATCTAAGGAACTGAGAGCAAATGACCCACTGATTTTCC 

CAGAAAGCACAAGTGCAGATCATGCCCCAATGAATATAGCCAGCTGCAAAGACAGTACT 

CTCATTCTCCAGAACAGTAACCAGGCACAGTTTrGTGGCTCGGGATTGATTGGAGTGCCT 

GAGCACAGCAGTGAGAGCGATGAAAGGAAAGCTGATACGAATAAGCAGAAAAGGAGGC 

GGTCCAAGGAGCCTGGAGAGGATGGGGAGGACAgGCCTAgAgAGCATCCnTCATTGTC 

ACGGAACCAgGAgAACTGgCAAGAGGGAAGAAAAaTGgTcTGGATtATcTCTTtgAtcTcTaTGA 

GCAGTGtGGGAAATrnTATtaGAAGTACAAaGGATTGcTAAGGAAAaGGGAGAAAaATGCC 

CAACAaAGGTtACAAATCAaGtGTTCCGTCATGCCAAGCACAATGGTGCTGTctACAT.AAACA 

AACcTAAAAtGCGACATTATGTTCATTgCTATGcTcTgCaTTGCttGGACAGTGAGCAATCCaaTc 

ACcTCAGAAGaCTATACAaGGAGAGGGGAGtAAATGTTGGGGCCTGGCGCCAGGCcTGTT 

AcTATCCCCrGGTAgCCaTAGCCAGAGAGAATAATrGGGATATTGAGGGC Al 1 1 1 l AATAG 

GAACGAAaAGCTTAAGATttGGTATGTTCCCACAAAAcTTAGACAACTGTGTCATATGGAGA 

GAAGCAAAGAGTGTCAATAGTITCATTGAGATrAATGTGTGTAATTTAACTTAGGCAGCr 

GTGTCACATAGAGAGAAGCAAAAAGTGCCAATAGTTTCATTGAGATTAATGTGTGTAATr 

TGAGCTGCTCAGCnrrCAAGTGTAGCTCCGTGATrATrGGGCATTTGTGTTCrCATtGTGAC 

CTTGCATATCAGATTrGATATGCATTGTGTCATGCCGTTcTrTCAAACATTGTATATGTATT 

GGCAACTGGGTATGGATcTGCTCCTITCTCCGTCACTAAACATGCGGAAACCTTTGTT^ 

CCrTGTGATAAATTTCAGTACATTACTGTTCATAGTTAl 1 1 ILll'l'CAAAAAAAAAAAAAAA 

AAA 
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MDAEHFPVGFFRWDQRPAP\rVAAAAAPTrrVFNKDHGRPl£VILPMNGW^ 

YGVRYVTU^K^rreMGFTA^m-VNMTEEEIEDIJ^I^ 

LQDSlJBMQRlJEn-SEAERKRIUiDDQmPAAAMASEGTSKEUlA>ro 

ASCKDSTLILQNSNQAQFCGSGLIGVPEHSSESDERKADTNKQKRRRSKEPGEDGEDRPREH 
PFIVTEPGEIJVRGKKNGIX>Y1JT>LYEQCGKFII-EVQRIAKEKGEKCPTKVTNQV^^ 
GAVYINKPKMWIYVHCYAUiaJ^SEQSNHlJlRLYKERGVNVGAWRQAC^^ 
WDEGIFNRNEKLKIWYVPTKLRQLCHMERSKECQ 



Figure 17 
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GCCGCACTAGTGATTCGTCCATGGTCCTTGTTAAAGACAGTTGTTGTTGGTGCTGCTGCT 

GCCGCTACAACTGGTGCTGGTCTCTGATCCCACCTAAAGAAACCTACAGGAAAGTGCrcr 

GCATCCATA' l ' l ' iril ' lC CX}AAGTAGAATGC\OTGCGCrCCTACACCAAACAAAAACCAC^^ 

ATAGAATTAGCACATGGGTGATAAATTCrGAgATGCriTrCATrGATrACCGATTGAACTG 

CAAgATITGAAGTTGATGGGTrACAAATrCCTCCAgATATTTAACCAgACCAA 

AAGCGGTACTTGAAgAAgCAgAATgTGTACCrCCGAAAACACrrCrAGGCCCAGGGACCTC 

TCTACCATCCAGTCACTTrACATrAgAAAATGTAAGGCTGCTCCCATATTTAAGGCTGTCTt 

GTGAgTTTAATGCrtCTrAATCTAGTTTACTGGAACACCAiri'lCinCrAATCACATCaCAGT 

AgTAgCTATCATCCAAACnTATCCAAGACAAAATATCTGAAACCATrCCTGAACTAATGATT 

TGACTATACTTrGAGTTAGCGTTGTACTCAAATrATrCATTGCGGGGCCATGTTTGCAGGT 

TAAACAAAAATCnXrCACAGTCrGATTGCrATGTTrTATCAAATGATTTCrCAAATAATAAT^ 

CAGTGTACCCAnTGT A ' 1 ' i ' l I ' lA CnTAATA Cl ' i ' l ' iC ATTAATGTCCTCGAGAGCAATGGCT 

CTAGGGTCAAAGGAACCITATCCCAGTACCGTACGCTGTAAATACTGTAATGTrGCnTrTA 

TGGTGTCCTATAGATTACAGCGAGACnTGCTAGTCATGTGACl 1 1 1 AAAAATTTC ATGTCA 

GGCACnTGAAAATTGTITCAAGTACAATGCAATTrrCCCATGGACTACTGGAACTG^ 

CTAAAACTGT Cl ' ll^C ATGGTCTAATGAGAAGTATATGACCAGGCCTCrrcrCCCTCCATT 

TTAAGAAAAACAAATTAAATTATITAAAAAATAAAArrACaATAATAATCrrGACAGATTGA 

TTTTGAGTTGAATGTTAGAATAGATGGAGTGCTGCCTAAGATTTGTTGGCCAAGAAATCC 

GCAGCTTATTCCAGAAGTTCACTCATTACAATGTTTTATCrAAGAAATCCTCAACTrAT^ 

AAAATGTAACTTATTACAATACCAGCCCGGGGCGTCGACCACGCGTGCCCTATAGTATCC 

CGCGGCCATGGCGGCCGG 

Figure 18 
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GGCACGAGCTCGTGCCGAATTCGGCACGAGCGAGTTTTITTTITrATGGTATTGGAGAAT 

TTCGGCGGAGTTGGAGCACGGGAAGCcTCGTGCCGAATTCGGCAcgAGCTCAgAGGGATT 

GGAGGGTGGAGAATGAgTATGCCAAAGCrCrGTGATGTTTGTCaGGTATCGAGCrCTGTA 

ATATATTGCAOAGCTCATACTGCACAGCmGCrrAGTCTGTGATGCrAAAATTCATGGTG 

GTAGCAAGgCTrCGTTGTGTCATGAAAGAgTlTGGGTITGTGAAGTATGTGAGCAGGCCC 

CAGCTGTGGTTACATGCAAGGCAGATGCAGCAGCTTTATGTGTAGCCTGTGATACTGATA 

TT<L\TTCTGCCAATCCTCTTGCAAGTAGGCATGAAAGAGCACCTGTGATrCCATTTTATGA 

GTGCCCTAATATGCCCACTAATAATACAGTrACACATGCCAATAATGATAACrrGGACTGC 

AATGTTTTGCTGAATGAAGATgGTGGTGGGGATGaTCcTCrGAAACATGATTATGTTGATG 

ATGACTATGGTGATTATGATGATGATGAGAATGATCAGAACAAnTGTTGAACAATCaGG 

AAgATAATAATGATGCTGAAATATGTTGTGCAgAAgAGgCTGCAACAGCATCATGGTTGAT 

TCCTGAGGCCAACAGAAATAATTTGACAATTATCAATGGAGGTAACTCAGAAGGAGAAG 

ATAAGATGGTGAAGGATAAACrCAAGTTCAAGGCCTATATGCAGAGCATGGATmTTAC 

AAGATGTGGATAATTACGCCGATCTGGAGTACTTGGGAACAACTACrATrACAACGCCAA 

TAAACCCCACrGCCAATATGGGGGCAGATAGTATGGTrCCTGTrCACACrCCTGAAGTTA 

TrGAGCT^TTCTrCTACAAAAGTTrCTATrGATACAGCTGGGTCAATGGATGTGGATGCAG 

CATCCAAGTGCAATCACgTTTACAGAACTACATCTCTCAATCACtGTGTCTCTTCCrCCCCC 

ATAGATGTtGGAATTGTACCTGACAGCAACATTACATCTGATATITCAACACCrTACCATG 

ACCCAAGAGGAGTATTCGAGATTCCTCCTCGGGTTGTTCATCCTGGAGGCCAAGGTGAG 

GTC^TGGGAAgAGAAgCAAGAGTrCTCAGATACAGAGAAAAAAGAAAGAACAgAAGGTTT 

GAGAAgACAATACGATATGCTTCTAGAAAAGCCTATGCAGAGACTCGGCCCAGGATAAAA 

GGCCGATITGCCAAGAGAACAGAGGTAgAAGTGGAACAGATATACTCATcTTCrTTGCTrTC 

CrGATCAAGGATATGGAGTrGTrCCATCrrATTGAACCAGTCAATATAAATAATrAACTCT 

TCTCTAGTATCTATCCrrGTTATrCTAATTGTAACTGCCATCACAATCATAATGCC^ 

CTrCAATTTATTCATGCCTATGAGATTGGGCrGGTATGTaAAACTCATGGCAGGTCTATrCa 

CATTTGGGTrGTTCGCATACTCAAAGCCTCCTCCTrACrCATrCrGCCTTGCTCAT^ 

GGgTCAGACTGCAGTAAGATGAAGTCGGTGTGACrCACACnTGAAGAACAGCCATACAT 

ACTATTAGTGTITCAAGTCGATCGAAGTTTGTITATrCAGCTrCCTGCAATCTTCTCTGCT^ 

ATGAATAAATCrmCCCCAGTCTCCTACTAAAAAAAAAAAAAAAAAA 

Figure 19 
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Figure 21 
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3596 bp 



Figure 21a 
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6257 bp 



Figure 22 
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root 
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Figure 25 
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-373 

TmACrrGGCATAATACATGCACGAACCACTATGCAATCAACCAATTGGGAAGGT^^ 

TrGTirnrnTmrnT 

-293 

TGGGGGGGGGTGTTCTGGTTTATrGGGTGGTTCTGGTCTCTTGACATTGTAATTTCCCCT 

TAAAATTCCGCrrCATGACA 

-213 

AAAAGTACATAGAGGGGCTACTATCITTGTTGACTnTACCGTGTAGAGGGTTCCTAAGA 

GAGAGGGGGGAGGGAAGAGA 

-133 

GAGACCATGCATAAGTATGGCTAGACACAAGAAAGGTrGCAGAACCGAGAAGAGATCrC 

TnTGAAGAAGTGAACAAATT 

-53 

TGTGGGATTGTGGGTTGGTGACGAAAACAGCAAAGACAAGAGAAAGGGGAAAGAIQ 



Figure 28 
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Sail 



5' 



EcoRI Hindi 

550 bp 180 bp Sail 

I I ATG 



sequenced (373 bp) 



EGM1 short promoter (550 bp) 



EGM1 long pron^oter (-1 .7 kb) 



Figure 28A 
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309 bp sequenced 
No site 

(PGR derived) 



Ncol 
700 bp 



Sail 
315 bp 



EcoRI 



5' 



1191 bp sequenced 



ATG 



EGM3 short promoter (700 bp) 



EGM3 promoter (1191 bp) 



EGM3 long promoter (1 .865 kb) 



Figure 29A 
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-1865 

TAGCTCTCGAGCTCCITAAGAAAGTTTGCTCXKjCTCTTA^ 
-1815 

AAAAGATCAGGGAGAGAAAGAGAGAAAGAGAGACAGGGATATGGGAAGAG 
-1765 

GGAAAGTATAGCTGAAGAGGATAGAGAACAAAATCAACAGGCAAGTAACA 
-1715 

TTTGCGAAGAGAAGAAATGGGCTTCrCAAGAAAGCTTATGAGCTCTCTGT 
-1665 

TCTCTGTGATGCTGAAATCACTAGTGCGGCCGCCTGCAGGTCGACCATAT 
-1615 

GGGAGAGCTCCCAACGCGTTGGATGCATAGCTTGAGTATTCTATAGTGrC 
-1565 

ACCTAAATA -1556 



Figure 29B 
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-940 

ATAGAGCAGTACACTirAAGGGAGCACGCACCCCAATTTGATATAAGGTACAAAGTTTTG 

TTCXAAGATGTGGGTGACAT 

-860 

CATTAAATGAGATTTACCATCTrrCAACAGGTrCAAAGGGTACCCTGTACT^ 

CGAAGCTAlTTGTATGTrA 

-780 

AAAAA>VU^TrCACATAGACTAGGTACGATCX}AAAAGCrCATTAAGGAGCrC^ 

AGTTCACTTTGTTAACCTCT 

-700 

CCrCTTATCTrATATTCAATAAGAATATGCACATaKjrrGTGATn'GATGCTCAATrGAACT 

TGACAnTGGTTATTGGT 

-620 

TCTACCCACTrAAACCCTAAGCAAAAAGGCCAGAAATGTGCACACATTATTCATCAAGCC 

GGGTGCCACGTGTCCAGTAA 

-540 

GACAAACTAAATAAGGAGAAAATACrGGTAAGGAAGCCrATGTTGTGTATGTAAGATACC 

CAATGATAGTCCGTGGTnT 

-460 

GATAAGirCAAACirAACATTTGAAAAAGGGACAATATGACGAAGCrGCAGTrAGAACAG 

GAGAACACCCCAACCCGAGA 

-380 

AAATATCCGGTCGTTTAATATCAATAGCrCACGTCAGTGCAGGATGTCTGAAAAYGACCG 

ATGGTCACACGCGCGTGACA 

-300 

TGGAAGAGAAGAACCAATAACCAGAAAGCCCrAATAATGAACAGTAGACnTAGCATGA 

AACCrCTCACCrnTCTTTTG 

-220 

TGCCAAGAAAGTCGCAGTTCCCCTTAACOTAAATGGAATGTTGTGTCTTTAC^ 

CTCTCCTTnTTTCAGCCr 

-140 

CTCTCrCTCTCTCTCTCTCTCTCTCrCAGTCTCAGCTATrCAGCTATrCTGCT 

TCATTTGCAAACAAGAGC 

-60 

agataaggaagataatacgagagagaacaagagagaaagagaaggcccggaaaaAgaa 

AGAECGGTGCAC 
(mutated ATG) 

. Figure 30 
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Sad (destroyed) 



Kpnl Aval Sail 

827 bp 329 bp (destroyed) 



5' 



sequenced (940 bp) 



ATG 



EGM2 short promoter (827 bp) 



EGM2 long promoter (-2.0 kb) 



Figure BOA 
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Figure 31 
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Figure 32 
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HinO III 29 




5809 bp 



Figure 34 
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Figure 36 
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6257 bp 



Figure 37 
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Figure 38 
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Figure 41 
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17586 bp 



Figure 43 
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Figure 44 
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Figure 45 
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